[Abstract] Intracellular calcium elevation triggers a wide range of cellular responses. Calcium responses can be affected or modulated by membrane receptors mutations, localization, exposure to agonists/antagonists, among others (Burgos et al., 2007; Martínez et al., 2016) . Changes in intracellular calcium concentration can be measured using the calcium sensitive fluorescent ratiometric dye fura-2 AM. This method is a high throughput way to measure agonist mediated calcium responses. 
of second messenger molecules. Once stimulated, Gq protein coupled receptors activate phospholipases C (PLC), which cleaves phosphatidylinositol 4,5-bisphosphate (PIP2) into diacyl glycerol (DAG) and inositol 1,4,5-trisphosphate (IP3). DAG remains membrane bound and IP3 is released into the cytosol where it binds to a specific IP3 receptor (calcium channel) in the endoplasmic reticulum (ER).
This causes an increase of intracellular calcium concentration that modulates the activation of calcium binding proteins and Protein Kinase C (PKC). Therefore, given the importance of calcium in biological receptors. This protocol can be adapted to measure agonist mediated intracellular calcium mobilization in several cellular/receptor/agonist models using the appropriate growth conditions. Note: This product has been discontinued. 2. Grow cell to a 90% confluency, discard the cell medium, wash with DPBS and detach with trypsin.
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3. Re-suspend detached cells with 5 ml of cell culture medium and transfer to a 15 ml centrifuge tube.
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